Antimitotic activity of DY131 and the estrogen-related receptor beta 2 (ERRβ2) splice variant in breast cancer

SUPPLEMENTARY METHODS
Determination of time to anaphase following release of nocodazole block
Volocity Visualization was used to generate 3D Opacity and Extended View renderings of nuclei from time-lapse recordings. Time to anaphase after nocodazole release was determined by inspection of cells that appeared to be in prophase at the outset of imaging. Time-lapse images were taken every 6.83 minutes and time to anaphase was determined as the first frame where two (or more) separate daughter cells were observed. Typically, the daughter cells also had reduced GFP intensity compared with the metaphase plate. Mitosis of cells that were not in prophase in the first time point after nocodazole release but which later entered prophase and underwent division was also analyzed. In this case, prophase, metaphase, and anaphase were observed as the onset of chromosome condensation with increased GFP average intensity (prophase), maximum GFP intensity and minimum volume (metaphase plate in varying 3D orientations), and the appearance of separate daughter cells with reduced average GFP intensity (anaphase).
Visual observations were supplemented with 3D analysis of total intensity and volume of nuclear objects using Volocity software version 6.3 (Perkin Elmer, Waltham, MA). Nuclei identified by GFP-H2B were selected in each image frame first by cropping an image volume containing only a single cell. Next Volocity was used to track the GFP-H2B labeled nucleus from frame to frame, recording the total intensity and volume at each time point. To start the analysis, thresholding was adjusted together with min and max volumes so that parent and daughter cells were optimally identified in each timepoint. The same routine was subsequently applied to each cell analyzed. Mis-tracking was sometimes identified after cell division particularly when the daughter cells came in contact with each other or when the daughter cells failed to separate completely during the time course, frequently in the case of 10 µm DY131 treated cells. See figure below: in A, the red arrow indicates the assignment of anaphase at timepoint 37 and the images are of timepoints 30-43; in B, the graphs show total intensity and volume with time. Only a segment of the time course is shown for clarity, timepoints 30-43 are indicated by the labeled bar; red arrows indicate timepoint 37, anaphase). 
